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Schematic map of the vector Apex-1 3F4V H HuGamma4. 
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Schematic map of the vector Apex-1 3F4V H HuG2/G4. 
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Map of the heavy chain expression vector pSVgptHuG2/G4 used in 




Bglll/BamHI 

FIG. 7 
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(Seq. ID No. 9)^^^ 

f G GATCCTCTAGATTGAGCTTTCTG6GGCAGGr!r!af;fyrTgar r'Pn/?no^^ 
5 Untranslated J GGCAGGGAGGGGGCTAAGGTGACGCA GGTGGCGCCAGC CARRTRrftrarrP 

intron from < mtgcccatgagcccagacactggaccct^at^^p^p^^^ 
natlve g^Mg^^^^ 

^ ACATGGCACCACCTCTCTTGCAG CCTCCAnrAa^r:prn a n,PPn T n TTCCCCC 

TGGCGCCCTGCTCCAGGAGCACCTCCGAGAGCACAGCCGCCCTGGGCTGCCT 
GGTCAAGGACTACTTCCCCGAACCGGTGACGGTGTCGTGGAACTCAGGCGCC 
CTGACCAGCGGCGTGCACACCTTCCCGGCTGTCCTACAGTCCTCAGGACTCTA 
CTCCCTCAGCAGCGTGGTGACCGTGCCCTCCAGCMCTTCGGCACCCAGACC 
TACACCTGCAACGTAGATCACAAGCCCAGCAACACCAAGGTGGACAAGACA 
GTTGGTGAGAGGCCAGCTCAGGGAGGGAGGGTGTCTGCTGGAAGCCAGGCTC 
AGCCCTCCTGCCTGGACGCACCCCGGCTGTGCAGCCCCAGCCCAGGGCAGCA 
AGGCAGGCCCCATCTGTCTCCTCACCCGGAGGCCTCTGCCCGCCCCACTCATG 
CTCAGGGAGAGGGTCTTCTGGCTTTTTCCACCAGGCTCCAGGGAGGCACAGG 
CTGGGTGCCCCTACCCCAGGCCCTTCACACACAGGGGCAGGTGCTTGGCTCA 
GACCTGCCAAAAGCCATATCCGGGAGGACCCTGCCCCTGACCTAAGCCGACC 
CCAAAGGCCAAACTGTCCACTCCCTCAGCTCGGACACCTTCTCTCCTCCCAGA 
TCCGAGTMCTCCCAATCTTCTCTCTGCAGAGCGCAAATGTTGTGTCGAGTGC 
CCACCGTGCCCAGGTAAGCCAGCCCAGGCCTCGCCCTCCAGCTCAAGGCGGG 
ACAGGTGCCCTAGAGTAGCCTGCATCCAGGGACAGGCCCCAGCTGGGTGCTG 
ACACGTCCACCTCCATCTCTTCCTCAGCACCACCTGTGGCAGGACCGTCAGTC 
TTCCTCTTCCCCCCAAAACCCAAGGACACCCTCATGATCTCCCGGACCCCTGA 
GGTCACGTGCGTGGTGGTGGACGTGAGCCAGGAAGACCCCGAGGTCCAGTTC 
AACTGGTACGTGGATGGCGTGGAGGTGCATAATGCCAAGACAAAGCCGCGG 
GAGGAGCAGTTCAACAGCACGTACCGTGTGGTCAGCGTCCTCACCGTCCTGC 
ACCAGGACTGGCTGAACGGCAAGGAGTACAAGTGCAAGGTCTCCAACAAAG 
GCCTCCCGTCCTCCATCGAGAAAACCATCTCCAAAGCCAAAGGTGGGACCCA 
CGGGGTGCGAGGGCCACATGGACAGAGGTCAGCTCGGCCCACCCTCTGCCCT 
GGGAGTGACCGCTGTGCCAACCTCTGTCCCTACAGGGCAGCCCCGAGAGCCA 
CAGGTGTACACCCTGCCCCCATCCCAGGAGGAGATGACCAAGAACCAGGTCA 
GCCTGACCTGCCTGGTCAAAGGCTTCTACCCCAGCGACATCGCCGTGGAGTG 
GGAGAGCAATGGGCAGCCGGAGAACAACTACAAGACCACGCCTCCCGTGCT 
GGACTCCGACGGCTCCTTCTTCCTCTACAGCAGGCTAACCGTGGACAAGAGC 
AGGTGGCAGGAGGGGAATGTCTTCTCATGCTCCGTGATGCATGAGGCTCTGC 
ACAACCACTACACACAGAAGAGCCTCTCCCTGTCTCTGGGTAAATGAGTGCC 
AGGGCCGGCAAGCC CCCGCTCCCCGGGCTCTCGGGGTCGCG CGARflAT^rTT 
3 untranslated region GGCACbTAUCCCGT CTACATACTTCCCAGGnAPPrA r,rAT^,^^ 
from native l g G4 cccaccactgccctgggcccctgtgagactgtgatggttctttc cKFH^v 

GGCCGAGTCTGAG GCCTGAGTGACATGAGGaAttCAGAtct GG^ 

Bgl II 

FIG. 8 
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Map of the light chain expression vector pSVgptHuCK 

Hindi!) 




(BamHI) 



FIG. 9 
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0LIG0S FOR CONSTRUCTION OF DIVHs (SEQ ID NOS: 37-57) 
KTDIVH2 GAAGTCAAGAAACCTGGGGCCTCAGTGAAGGTGTCCTGCAAGG 

KTDIVH4 GTCCAGGCGCCTGTCTTACCCAGTGCATC 
KTDIVH4A 

S ASSESS 

KTDIVH5C CMTCAGMGGTCMGGACAGGTTCACMTCACTACAGACAAA 

KTDIVH6 GTCCTTGMCTTCTGATTGTMTTAGTATATCCACGG 

KTDIVH6A GTCCTGGMCTTCTGAGCGTAATTAGTATATCCACGG 

KTDIVH6B GCCCTTGACACTGTCAGCGTAATTAGTATATCCACGG 

KTDIVH 6C GTCCTTGACCTTCTGATTGTAATTAGTATATCCACGG 

KTDIVH7 AGCCTGAAAACTGAGGACACCGCAGTCTATTACTG 

Kit ^gES^gZgg^*"^ 

KTDIVH10 CCTGAGGAGACTGTCACAGTGGTGCCTTGG 
KT3VHY GGTGTCCACTCCCAGGTCCAGCTG 
KT3VHZ CAGCTGGACCTGGGAGTGGACACCTGTGG 
VHVK1 GCATGTTGACCCTGACGCAAGCTTATGAATATGCAAA 
VH12 GCGATAGCTGGACTGAATGGATCCTATAAATCTCTG 

OLIGOS FOR CONSTRUCTION OF DIVKs (SEQ ID NOS: 58-74) 
KTDIVK3 

KTDIVK5 CTTCTGCTGGTACCAGTTCATGTAACTTGCACTTGAGC 
KTDIVKf TCTGGGACCGATTACTCTCTCACCATCMTAGTCT 

CTGAATGGATCCAACTGAGGAAGCAAAGTTTAAATTCTACTCACG 
KT3VKY CAAATTGTTCTCACCCAGTCTCCAGCAA 
KT3VKZ TTGCTGGAGACTGGGTGAGAACAATTTGGGAG 

TGGAGACTGGGTGAGAACAATTTGGGAGTGGACACCTGTGG 
ES? 23 AGAGAGGGTTGCTGGAGACTGGGTGAGAACAATTTG 

^ G P TGTTGACCCTGA CG^^ 
VK12 GCGATAGCTGGACTGAATGGATCCAACTGAGGAAGC 
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Murine and Chimaeric 0KT3 binding to Jurkat, JRT3 and HPB— ALL 



cells 

Values represent the positive % of gated cells in M1 



Cell Type 


Passage § 


Murine 
0KT3 


Mouse 

Isotype 

Control 


Chimaeric 
OKT3 


Human 
Isotype 
Control 


Jurkat 


12 


81.20 


0.5 


94.68 


0.44 


JRT3 


14 


3.45 


0.26 


4.56 


0.43 


HPB-ALL 


10 


99.63 


0.62 


99.39 


0.29 



FIG. 15 



SUBSTITUTE SHEET (RULE 26) 



WO 2004/108158 



33/38 



PCT/US2004/017219 



Antibody 


Clone No. 


% Cells in M1 






N/A 


HPB— ALL 


JRT3 


Control no 0KT3 no PE 


N/A 


99.74 
2.22 


/.74 
2.3 


Control no 0KT3 with PE 


N/A 


2.3 


2.21 


UMtM Control 


N/A 


1.91 


2.42 


UIVH1 /DIVK1 


19D6 


93.87 


2.16 


UIVH2/D 


VK1 


24C12 


28.47 


2.34 


DIVH3/D 


VK1 


27F6 


84.75 


2.28 


DIVH4/D 


VK1 


30F7 


93.06 


2.65 


DIVH5/D 


VK1 


35F2 


98.15 


2.77 


DIVH6/D 


VK1 


37E9 


97.85 


3.08 


DIVH7/D 


VK1 


42E7 


98.62 


3.12 



FIG. 16 



Table 3: 



Antibody 


Clone No. 


% Cells in M1 






HPB— ALL 


JRT3 


uiimi 


3enc OK 13 


N/A 


99.95 


0.1 


ton 

I D 


tro 
Vr 


no 0KT3 no PE 
vl /DIVK2 


N/A "■ 
48G3 


0.1 




D 


Vr 


V2/DIVK2 


52B8 


20.18 
90.04 


0.1 
0.25 


1 D 


VI- 


V3/DIVK2 


55G5 


84.73 


0.14 


D 


VH 


V4/DIVK2 


55B2 


69.26 


0.13 


D 


Vnv6/DIVK2 


66C6 


98.16 


0.53 


D 


VHV7/DIVK2 


70G10 


95.57 


0.66 



FIG. 17 



SUBSTITUTE SHEET (RULE 26) 



WO 2004/108158 



PCT7US2004/017219 



34/38 



Competition assay. Inhibition of binding biotinylated mouse 0KT3 by 
cnimaeric and I Delmmunised 0KT3 antibodies, DIVHv1/DIVKv1, DIVHv3/DIVKv1 
DIVHv5/DIVKv1, DIVHv6/DIVKv1 , OKT3DIVH7/DIVKv1 



100 



c 
o 



6? 




10000 



Test Ab, ng 



Cnimaeric 0KT3 
0KT3 DIVHv1/DIVKV1 
0KT3 DIVHv3/DIVKV1 
0KT3 DIVHv5/DIVKV1 
0KT3 DIVHv6/DIVKV1 
0KT3 DIVHv7/DIVKV1 



FIG. 18 
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m^L 6 * 1 * aSS .° y * ,r \ hi bition of binding faiotinylated mouse 0KT3 bv 
mouse, ch.maer,c and Delmmunised 0KT3 antibodies DlvH V 2/DfVKv1 

DIVHv4/DIVKv1 . 



0.1 



i100 




10 100 
Test Ab, ng 



Mouse 0KT3 
OKT3 DIVHv2/DIVKV1 
0KT3 DIVHv4/DIVKV1 
-*- Chimaeric 0KT3 



1000 



10000 



FIG. 19 



SUBSTITUTE SHEET (RULE 26) 



WO 2004/108158 



PCT/US2004/017219 



36/38 



Competition assay. Inhibition of binding biotinylated mouse 0KT3 hv 
mouse, ch.maenc and Dd«fe, ofJ^^^X 



no 




Test Ab, nq 



Mouse 0KT3 
0KT3 DIVHv3/DIVKv2 
OKT3 DIVHv7/DIVKv2 
0KT3 DIVHv6/DIVKv2 
0KT3 DIVHv4/DIVKv2 
0KT3 DIVHv2/DIVKv2 



0000 



FIG. 20 
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Competition assay. Inhibition of binding biotinylated mouse OKT3 by 
mouse, chimaenc and Delmmunised 0KT3 antibodies DIVHvl /DIVKv2 
DIVHv1/DIVKv1. DIVHv5/DIVKv2, DIVHvS/DIVKvl V 




Test Ab, ng 



Mouse 0KT3 
OKT3 DIVHvl /DIVKv2 
OKT3 DIVHvl /DIVKvl 
OKT3 DIVHv5/DIVKv2 
OKT3 DIVHv5/DIVKv1 



10000 



FIG. 21 
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The IC50 determinted from these plots are shown in Table 4. 



Table 4: 



ANTIBODY % 


IC50 fna^ 


Murine 0KT3 1 


18 


Murine 0KT3 2 


19 


Murine 0KT3 3 


20 


Chimeric OKT3 1 


18 


Chimeric OKT3 2 


15 


Di-immunized 0KT3 DIVHvl /DIVKvl 


N/A 


Delm 0KT3 DIVHvl /DIVKvl 2nd prep 


>2000 


De-immunized 0KT3 DIVHv2 /DIVKvl 


>3000 


De-immunized 0KT3 DIVHv3/DIVKv1 


1250 


De-immunized 0KT3 DIVHv4/DIVKv1 


1900 


De-immunized 0KT3 DIVHv5/DIVKv1 


45 


Delm OKT3 DIVHv5/DIVKv1 2nd prep 


19 


De-immunized 0KT3 DIVHv6/DIVKv1 


30 


De-immunized OKT3 DIVHv7/DIVKv1 


12 


De-immunized 0KT3 DIVHvl /DIVKv? 


>2000 


De-immunized 0KT3 DIVHv2/DIVKv? 


>3000 


De-immunized 0KT3 DIVHv3/DIVKv2 


>4000 


De-immunized 0KT3 DIVHv4/DIVKv? 


2100 ! 


De-immunized 0KT3 DIVHv5/DIVKv2 


28 


De-immunized 0KT3 DIVHv6/DIVKv2 


18 


De-immumzed 0KT3 DIVHv7/DIVKv2 


6 



FIG. 22 
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